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The substrate p-nitrophenylphosphate in 2-amino-2-methyl-l-propanol offers the prime advantage of providing directly its own chromogen, p-nitrophenol, following enzyme action. The procedure also permits use of small sample volumes, provides linear reaction rates, and has a simple manifold design. Correlations are presented between the manual procedure and the automated system. Buffered substrate is pumped through the mmianifold. Whemm the substrate stream reaches the colorimeter, the baseline is set at 0.01 absorbalice. Stamidards and specimens are aspirated at a rate of 40 samples per hour.
T1HIS
Time specimens and substrate are imicubated at 37#{176} amid, following dialysis, time absorbamice of the reaction mixture passing through a 15-mm. flow cell cuvet is measured at 400 rap, and recorded.
Calculation of Enzyme Activity
A plot of absorbance of the serum stamidards against ummits will produce a calibration curve. Enzyme activity of specimens can he obtained by location of the absorbance given by the specimeim.
Results
A typical calibration curve with p-nitrophenol stamidards amid the strip chart recording from which this was constructed is illustrated in Fig. 2 . well as the preferred 2-amino-2-methyl-1-propanol buffer described in this paper.
In these studies, optimum conditions of substrate concentration, pH, and buffer concentration were determined. These are shown in Fig. 4-6 
